IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 
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Baltimore, et al. 



Attorney Docket No. APBI-P05-03 5 



Serial No: To be assigned 



Art Unit: 



To be assigned 



Filed: 



January 4, 2002 



Examiner: 
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For: 



Nuclear Factors Associated with 
Transcriptional Regulation 



Assistant Commissioner for Patents 
U.S. Patent and Trademark Office 
Washington, D.C. 20231 



PRELIMINARY AMENDMENT 



Sir: 



Please enter the following amendment: 

In the specification: 

Please replace the only complete paragraph under the heading Related 
Applications on page 1 with the following text: 

This application is a continuation of Serial No. 08/464,364, filed June 5, 1995, 
which is a divisional of Serial No. 08/418,266, filed April 6, 1995, which is a 
continuation of 07/791,898, filed November 13, 1991, which is a continuation-in-part of 
application of Serial No. 06/946,365 (WHI86-10), filed December 24, 1986, and of Serial 
No. 07/318,901 (WHI87-1 1A), filed March 3, 1989, and of Serial No. 07/162,680 
(WHI87-1 1), filed March 1, 1988, and of Serial No. 07/341,436 (WHI89-02) filed April 
21, 1989, and of Serial No. 06/817/441 (MIT-4167), filed January 9, 1986, and of Serial 
No. 07/155,207 (MIT-4167A), filed February 12, 1988, and of Serial No. 07/280,173 
(MIT-4167AA), filed December 5, 1988. The contents of the ten referenced applications 
are incorporated herein by reference. 
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The replacement paragraph presented above incorporates changes as indicated 
by the marked-up version below. 

This application is a continuation of Serial No. 08/464364. filed June 5. 1995, 
which is a divisional of Serial No. 08/418.266. filed April 6. 1995, which is a 
continuation of 07/791.898. filed November 13. 1991. which is a continuation-in-part of 
application of Serial No. 06/946,365 (WHI86-10), filed December 24, 1986 t, and of 
Serial No. 07/318,901 (WHI87-1 1A), filed March 3, 1989 ^. and of Serial No. 07/162,680 
(WHI87-1 1), filed March 1, 1988^ and of Serial No. 07/341,436 (WHI89-02) filed April 
21, 1989 t. and of Serial No. 06/817/441 (MIT-4167), filed January 9, 1986 i. and of Serial 
No. 07/155,207 (MIT-4167 A), filed February 12, 1988, and of Serial No. 07/280,173 
(MIT-4167 AA), filed December 5, 1988. The contents of the seven-ten referenced 
applications are incorporated herein by reference. 

Although Applicant believes no fees are needed in connection with filing this 
Preliminary Amendment, should fees be due in connection with the filing of this 
Amendment, please charge the fees to our Deposit Account No. 18-1945. If a fee is 
required for an extension of time under 37 C.F.R. § 1 .136 not accounted for above, such 
an extension is requested and the fee should also be charged to our Deposit account. 
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Date: January 4. 2002 



Customer No: 28120 
Docketing Specialist 




8702295.1 



-2- 



TRANSMITTAL OF FORMAL DRAWINGS 


Docket No 
APBI-P05-035 


In Dp Annliratinn Of' 

III (AC /xppiiv^auuM \s i . 


Baltimore, et al. 










Serial No. 


Filing Date 


Batch No. 


Examiner 


Art Unit 


To be assigned 


Herewith 


To be assigned 


To be assigned 


To be assigned 



Invention: 

Nuclear Factors Associated with Transcriptional Regulation 



Address to- 

Assistant Commissioner for Patents 
Washington, D.C. 20231 



Transmitted herewith are: 

58 sheets of formal drawing(s) for this application. 

Each sheet of drawing indicates the identifying indicia suggested in 37 CFR Section 1.84(c) 
on the reverse side of the drawing. 




Dated: January 4, 2002 



Ropes & Gray 
Patent Group 
One International Place 
Boston, MA 02110 

Customer ID 28120 



P23B/REV01 



1/56 



rf 



rli 



"OCTA" "TATA" 



INIT. 



t 

SfaNI 



t r 

PvuII SfaNI 
MOPC-41 K CHAIN GENE 

Fig. 1A 



H V41 

t 

Kpnl 



poly dl-dC 



E. coli 
8 9 10 11 



B — 



F— i 




— B 



— F 



Fig. 1B 



2/58 




3/58 



pUC v L 
1 2 3 4 5 6 7 





HeLa 

Fig. 2B 



4/56 




5/5® 



V L coding strand (-66) 
V H non-coding strand (-50) 
J H - C\i coding strand (166) 



* * 

TCTTAATA ATTTGCAT ACCCTCAC 
CGCACATG ATTTGCAT ACTCATGA 
CCTGGGTA ATTTGCAT TTCTAAAA 



Fig. 4A 



V, 



BUI. 



'H 



J H" C H 



123 456 789 



10 11 12 13 14 15 




B 




^^^wr*^^^ I ^!y" ^^^p 



Fig. 4B 



6/5ff 




7/58 




1 2 3 4 5 6 



8/56 



Extract: EW EW 



x 



Template: 




1 2 3 4 5 6 



Fig. 6 



9/50 




Fig. 7 



10/50 




Fig. 8 



11/58 



Figure 9A 

— HHHH} 




PvuIT EcoRI 
/i400 /i300 



o 
o 

rO _ 

;> UJ Q 



C7> 



° o £> o § 



o <= 



CD 



«= o 
2 "5 o 

U_ QJ O 



O O £ 

in — cvj in — cam — 



o o ° ° o 
o o o o o 

ro ro ro 1" t 



o o o 

o to m 

^ "tf 

=L =i_ =L =i_ =L =i. * * 



c: 
O 
O 

o 
m 




f 2 3 4 5 6 7 8 9 10 II 



Figure 9B 



12/58 



Figure 10A 



□ 


; ? 


■ 


:E 


o 


: Octamer 


(ATTTGCAT) 



Jh 

HUM 



SWITCH 



; n i l 




Pvul Alu 



EcoRI 



ri 



Figure 10B 

fragment 



ft. 50 
polyd(I.C) 




( M 60) 2 
poIyd(LC) 



polyd(IC) 



--4 3,-. — J5£." — _* . - . -"" * 3f- 



* >- .:- • ^ :- : j # : : -- r/ •••• •- - 




2 3 4 



5 6 7 8 



9 10 II 12 



Pvu II 



13/50 



IHI 




Alu Dde Hint 

^70 I I [x50 I 

■ : PEW! □ : ? O : Octamer (ATTTGCAT) 



Fig. 10C 



| : PEW! □ : ? O Odamer (ATTTGCAT) 



LABLE: |x70 
COMPETITOR: 



o 

0 o 

1 1 



EcoRI 



HHH* ,. 




* « t 



t 4 




1 23456 789 



Fig. 10D 



14/58 



Figure 10E 



o 

UJ o 
IE ~ 

EgS. 

2 ~ o 
Ll_ UJO 



00o°O°0O00 

1 1 ooooooopg^ 





I 2 3 4 5 6 7 8 9 10 II 12 



15/58 



Figure 1 1 A 




Figure 1 1] 




16/56 



OO o# O 

AATTACCCAGGTGGTGTTTT©C 

TTAATGGGTCCACCAC AAAACG 
O 



o o o# om 

AGCAG©TCAT©T©GCAAGGCTA 
TCGTCCA©TACACC©TTCCGAT 

o 



Fig. 11 C 



17/58 



Frogment : /i50 
Extract (9-ll/igm) 

HAFTL 
PD 

38B9 

70Z 

EW 

WEHI 231 

AJ9 

SP2-0 

KR-I2 

8226 

RLrfll 

W7 

EL4 

ew 

COS 
3T3 
MEL 
HeLa 




Figure 12 A 



-C 




18/58 





19/58 



Figure 13C 



o ex. 

* 2 



Ong 


Ong 


o 


r— t 


cn 


CM 


o 


O 


(M60 


M7 


M7 



o 

en 



o 



o 

<N 



o 



o 



O 



o 


o 










W 




o 


o 






> 


> 


CO 


00 



20/58 



Figure 13D 



ro 



UJ 



S> o o> 
E o o. 

cn w E 
2 ~ O 
LUO 



CP 



o> o» cr» o> 

i_ C c C c 

^ in £J 10 ^ in S in 



o o o o 

o o o o w w 

fO ro ^ ^ Q.Q.UiUJ 





o» 
c 


c 

0 
10 


0 

l£> 






UJ 


UJ 


0 


O 






> 


> 


CO 


CO 




12 3 4 5 6 7 8 9 10 II 12 



21/58 




I 2 3 



4 



22/58 



Figure 15A 




I 2 345 67 89 10 II 12 



10 



5: 



9338 
IIOdlAI 

M3 

6rv 

IH3M 

6882 
0d 

SO 
M3 



- i 



o 
o 

+— 
X 

L±J 



2-V 

r £;/ 

3* 
' 

3* 

z» 

<Z>t 

[ z» 
[ z» 
z» 
z» 
z» 

£<* 
£* 



f 



HI 


1 


i 


* 


i 


1 

1 


A 

V 


1 

1 


1 


1 
1 


J 
1 


til 


1 


1 


1 


1 


1 


1 


1 


1 0 


< 






i 


0 




i 


1 




i 


ft 




i 


i 


* 


i 



o 



24/59 



^gtll-EBNA-1 

EBNA-1 p-gal 



Eco Rl 




oriP 



PROBE 



/ 



AGATTAGG ATAGCATA TGCTACCCAGATAT 
EBNA-1 CONSENSUS BINDING SITE 



Fig. 16 



MHC TGGGGAT TCCCCA 
mhcl TGcGGATTCCCaA 

K EN aGGGGACTttCCg 

K en aaattAcTttCCg 

a 

SVEN TGGGGAcTttCCA 
H/V TGGGGAcTttCCA 
aaGGGAcTttCCg 



Fig. 17 



25/50 



CTGGGGCCCCCAGAGAGGGTGGGGAGATGACACAGTTGTTCCCCCAGCCCTGGCGGGGCG 
! + + + + + + 



GGCAGCATGGTTCACTCCAGCATGGGGGCTCCAGAAATAAGAATGTCTAAGCCCCTGGAG 

* ________- + + + + + 

MVHSSMGAPEIRMSKPLE 



GCCGAGAAGCAAGGTCTGGACTCCCCATCAGAGCACACAGACACCGAAAGAAATGGACCA 



121 ♦ + + - 



- + 



AEKQGLDSPSEMTDTERNGP 

GACACTAATCATCAGAACCCCCAAAATAAGACCTCCCCATTCTCCGTGTCCCCAACTGGC 

+ + + + + + 

DTNHONPQNRTSPFSVSPTG 



CCCAGTACAAAGATCAAGGCTGAAGACCCCAGTGGCGATTCAGCCCCAGCAGCACCCCTG 

241 ♦ + + + + " + 

PSTKIKAEDPSGDSAPAAPL 

CCCCCTCAGCCGGCCCAGCCTCATCTGCCCCAGGCCCAACTCATGTTGACGGGCAGCCAG 

301 + + ♦ ♦ + "* 

PPQPAQPNLPQAQLMLTGSQ 

CTAGCTGGGGACATACAGCAGCTCCTCCAGCTCCAGCAGCTGGTGCTTGTGCCAGGCCAC 

361 + + + + + + 

L A G D I Q l" L "q" L~~~~Q 0*^ L V L V P G H 

CACCTCCAGCCACCTGCTCAGTTCCTGCTACCGCAGGCCCAGCAGAGCCAGCCAGGCCTG 

421 + + -^ZZlZZZ^ZZ^=^^^ir- + 

HLQPPAQFLLPQAQQSQPGL 

CTACCGACACCAAATCTATTCCAGCTACCTCAGCAAACCCAGGGAGCTCTTCTGACCTCC 

4S1 + +ZZ^Z^=^Z2^ZZ^ZZZ^Z±^^ + + 

LPTPHLFQLPQQTQGALLTS 

CAGCCCCGGGCCGGGCTTCCCACACAGGCCGTGACCCGCCCTACGCTGCCCGACCCGCAC 

541 + ♦ + + + - — 

QPRAGLPTQAVTRPTLPDPH 



CTCTCGCACCCGCAGCCCCCCAAATGCTTGGAGCCACCATCCCACCCCGAGGAGCCCAGT 

601 + + + + ■^ZtZZZZJLZZZZl 

LSHPQPPKCLE^PPSHPEEPS 

GATCTGGAGGAGCTGGAGCAATTGGCCCGCACCTTCAAGCAACGCCGCATCAAGCTGGGC 

661 + + + + 

DLEELEQFARTFKQRRIKLG 

TTCACGCAGGGTGATGTGGGCCTGGCCATGGGCAAGCTCTACGCCAACGACTTCAGCCAG 

721 + + + + + + 

FTQGDVGLAMGKLYGNDFSQ 

CGPGHGQALRQRLQPD 



Fig. 18A 



26/56 



ACGACCATTTCCCGCTTCGAGGCCCTCAACCTGAGCTTCAAGAACATGTGCAAACTCAAG 
7fl l + + + + + + 

TTISRFEALNLSFKNMCKLK 
DHFPLRGPQPELQEHVQTQA 

CCCCTCCTGGAGAAGTGGCTCAACGATGCAGAGACTATGTCTGTGGACTCAAGCCTGCCC 
841 + + + + + + 

PLLEKWLNDAETMSVDSSLP 
PPGEVAQRCRDYVCGLKPAQ 

AGCCCCAACCAGCTGAGCAGCCCCAGCCTGGGTTTCGAGCCTGCCGGCCGGAGACGCAAG 

901 + + + + + + 

SPNOLSSPSLGFEPAGRRRK 
PQPAEQPQPGFRACMPETQE 

AAGAGGACCAGCATCGAGACAAACGTCCGCTTCGCCTTAGAGAAGAGTTTTCTAGCGAAC 
951 + + + + + + 

KRTSIETNVRFALEKSFLAN 
EDQMRDKRPLRLREEFSSEP 

CAGAAGCCTACCTCAGAGGAGATCCTGCTGATCGCCGAGCAGCTGCACATGGAGAAGGAA 

1021 + + + ± g + - + 

QKPTSEEILLIAEQLHMEKE 
EAYLRGDPADRRAAAHGEGS 

GTGATCCGCGTCTGGTTCTGCAACCGGCCCCAGAAGGACAAACGCATCAACCCCTGCAGT 

1081 + + + + + + 

VIRVWFCNRRQKEKRIHPCS 
DPRLVLQPAPEGETHQPLQC 



GCGGCCCCCATGCTGCCCAGCCCAGGGAAGCCGGCCAGCTACAGCCCCCATATGGTCACA 

1141 + + + + + + 

AAPMLPSPGKPASYSPHHVT 
GPHAAQPREAGQLQPPYGHT 

CCCCAAGGCGGCGCGGGGACCTTACCGTTGTCCCAAGCTTCCAGCAGTCTGAGCACAACA 

1201 + + + + + + 

PQGGAGTLP [L] S Q A S S S [L] S T T 
PAGRGDLTVVPSFQQSEHNS 



Fig. 18A 

(CONTINUED) 



27/50 



GTTACTACCTTATCCTCAGCTGTGGGGACGCTCCACCCCAGCCGGACAGCTGGAGGGGGT 



V T T [L] S S A V G T [L] H P S RTAGG G 
YYLILSCGDAPPQPDSNMGW 

GGGGGCGGGGGCGGGGCTGCGCCCCCCCTCAATTCCATCCCCTCTGTCACTCCCCCACCC 

1321 ^ZZZJ^LZXZ+-ZZ^: + + + i * + + 

GGGGGAAPPLNSIP-SVTPPP 
GMGRGCAPPQFHPLCHSPTP 

CCGGCCACCACCAACAGCACAAACCCCAGCCCTCAAGGCAGCCACTCGGCTATCGGCTTG 

1381 + + + + + + 

PATTNSTNPSPQGSHSAIGL 
GHNQQHKPQPSRQPLGYMLV 

TCAGGCCTGAACCCCAGCACGGGGTAAGTGGGTGCACGTGGGAAGCTGTGGGGAGAAGCA 

1441 + + + + + ♦ 

SGLHPSTG + 

APEPQNGVSGCTWEAVGRSR 

GCGTCGCTGCTCCTTCTAGGGTGGGGAGCGGCACCCCAGTTATGTTGGCAGGTCCCTGCC 

1501 + + ♦ + + + 

VAAASRVGSGTPVMLAGPCP 

CCTGCTAATGCCTCTGCTTTGCCTCTTGCAGAAGCACAATGGTGGGGTTGAGCTCCGGCT 
1561 + + + + + + 



GAGTCCAGCCCTCATGAGCAACAACCCTTTGGCCACTATCCAAGGTGCGTGCTGCCTCAT 



1261 



C 



+ 



1621 



+ 



GTCACACCCATCGTCACCAGCCCCGGAATTCGAG 



1681 




(CONTINUED) 



28/56 



CCTCAAGGCAGCCACTCGGCTATCGGCTTGTCAGGCCTGAACCCCAGCACGGGCCCTGGC 



PQGSHSAIGLSGLNPSTGPG 
SAQPLGYRLVMPEPQMGPNP 

CTCTGGTGGAACCCTGCCCCTTACCAGCCTTGATGGCAGCGGGAATCTGGTGCTGGGGGC 

1471 + + + + + + 

LWWNPAPYQP . 

LVEPCPLPALMAAGIWCWGQ 

AGCCGGTGCAGCCCCGGGGAGCCCTGGCCTGGTGACCTCGCCGCTCTTCTTGAATCATGC 

1531 + +- + + + + 

PVQPRGALAW . 

TGGGCTGCCCCTGCTCAGCACCCCGCCTGGTGTGGGCCTGGTCTCAGCAGCGGCTGCGGG 
1591 + + + ♦ + + 

TGTGGCAGCCTCCATCTCCAGCAAGTCTCCTGGCCTCTCCTCCTCATCCTCTTCATCCTC 
1651 + + + + + + 

ATCCTCCTCCTCCTCCACTTGCAGCGAGACGGCAGCACAGACCCTGGAGGTCCAGGGGGG 
1711 + + + * + + 

CCCGAGGCAGGGTCCAAACCTGAGTGAGGGCCAGCCATGCCTCCCCTCCCATTCCTCTGG 
1771 + ♦ + + + + 

TCCCTGCCCCGGAATTC 
1831 + 



Fig. 18B 



29/56 



r 



N 



a 



a 



E/D 



DNA 



LLLL 



C Oct-2 



N 



LORF (277 AA) 



Fig. 18C 




30/58 




> 
U 



if) O 
I > 



tOU OH 



0 to 



e e 

O 03 



a 



Hi 

cx 
pa 



CM 
I 

o 
O 



03 



O 



CO 

t 

u 

0) 

e 



a a> 



31/58 



O 




1 2 3 4 5 6 



32/58 




1 2 3 4 5 6 



33/58 



Figure 22A 




1 2 3 4 5 6 7 8 9 10 11 12 13 14 



34/58 



Figure 



I 1 I II 1! 1 




1 23456789 10 




35/58 




1 2 3 4 5 



36/58 



Figure 23B 




1 2 345 6-78 9 10 11 12 



37/58 



Extract: 



*y ^ 



Figure 24A 



# # # # 



MM 




Extract: 



1 2 3 4 5 6 

v * * V V>/ 



Figure 24B 






38/58 



Figure 24C 




1 2 3 4 5 6 7 8 9 



39/59 



VJ 



K-Enhancer 

B El 



E2 



E3 




CAGAGGGGACTTTCCGAGAGG 
GTCTCCCCTGAAAGGCTCTCC 



HIV LTR 

B B r 



SP-1 



TATA 




TACAAGGGACTTTCCGCTGGGGACTTTCCAGGGA 
ATGTTCCCTGAAAGGCGACCCCTGAAAGGTCCCT 



Fig. 25 



40/56 



r 



NUCLEAR EXTRACT 



Denaturation 



220 97 
_L 



SDS- 
PAGE 



TOP 



Renaturation 



Mobility Shift 
Assay 



Probe 
Mol. Wt. 



67 



45 



Dl 




wt mu wt mu H wt mu 
70-62 62-55 55-48 kDa 



Fig. 26A 



30 kDa 

i 



FRONT 



41/58 




42/55 



Treatment : none 

CONTROL TPA 

i ii 1 

Fraction: N C P N C P 



►a" 




1 2 3 4 5 6 

KB-Probe : wt , 



Treatment : Dissociating 
Agents 

CONTROL TPA 



Fraction: ' N C p"n C p" 




KB-Probe 



1 2 3 4 5 6 
wt 



Fig. 27A 



Fig. 27B 



Denaturation SDS-Page 
Renaturation 
CONTROL 



N 




1 2 3 4 5 6 7 8 9 10 11 12 

wt mu wt mu wt mu wt mu wt mu wt mu 
l I l 1 



55-62 kDa 



55-62 kDa 



Fig. 27C 



43/56 




Fig. 28 



44/56 




Co TPA Co TPA 



Fraction: NCPNCPNCPNCP I 
H u U 





« fill? 



>| 

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 

i ii 1 « — 1 ' 1 

Probe: KBwf KB mutant uE3 OCTA 



FigT29 



Fraction : 



N 



Co 



-Co 



N 



TPA 



-TPA 



Gel Slice No. : T" ~7 fT 6 7 8 6 7 8 6 7 8 

, , , „ 1 1 ii 1 1 — — it 1 1 i 



KB-Probe 



ii 



S ' J ... 'if 



1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 2021 22 23 24 

ngT30 



45/56 



C 



Co 



N 



TPA 



CcqNtpa 



-i r 



Fraction: 

NP-40-Chase: r 

Percent DOC: r TlHV r riTiT ' ■ 3 S S 3". 3 S § ? T§ 




1 23456789 10 11 12 13 1415 16 17 18 19 20, , 21 22, 



kB-Probe: 



wt 



mutant 



Fig. 31 A 



Fraction 
Treatment 



-Co 



N 



TPA 



DOC Fa Fa+DOC 
-pi — « ' 

O IO 

b s 

AAA » m 



CcqNtpa 

1 I II I 



Percent : ■ 3 S § § 8 « ss&sss £3 



DOC Fa F a -DOC 

r 511 ii 

p w 

° 10 K 

. s S 3 3 8 £ htshh 




2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 2021 22j ^3 24 | 



KB-Probe 



wt 



mutant 



Fig. 31 B 



Treatment 



46/58 

70Z/3 

— Fa+DOC 



Fa + DOC 



Co TPA Co TPA Co TPA Co TPA 
Fraction: ~N C PN C p"n C P"N C PN C p"n C PN C p"n C P 




Probe : 



kB wt 



kB mutant 



r 



Treatment 



Fig. 32 

HeLa 
Fa+DOC 



Fa+DOC 



l 1 i 1 

Co TPA Co TPA Co TPA Co TPA 

Fraction : ' N C PN C PN C PN C PN C PN C PN C PN C p' 




1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 



Probe : 



KB wt 



kB mutant 



Fig. 33 



47/56 



Fraction 



Load FT Wash 



Eluates m Naci 

i— - CM CO ^t" c> 

o o o o o 



Wash 



Eluates m Naci 

10 UO CO O 

r-^ cm co o 
o o o o o 

11 1 




1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 
DOC Excess : + + + + + + 

i i I J l I 



Percent NF-kB- 
Activity 



100 19 



56.2 



Fig. 34A 



70.5 



NF-kB in 

+ Cy tosol 
+ N F-kB - depleted 
Cytosol 



0.2 M NaCI Fraction 

r ■ « 

4--124--- 

-4----124 



Nuclear Extract (TPA) 

i — n 

4--124--- 



4 - 



1 2 4 




1 23456789 



10 11 12 13 14 15 16 17 18 



Fig. 34B 



48/56 



Mol. Wt. : 




17kDa 



Fraction : 1 2 3 4 5 6 7 8 9 10 11 12 

t t 



Treatment 
Inhibitor Fraction 
NF-kB (Ntpa) 



- - Tl T+Tl T 
+ + + + + 

- + + + + 



Fig. 35A 




1 2 3 4 5 6 



Fig. 35B 




Probe : kB wt kB mu 

j 



Fig. 35C 



49/56 

NF-kB(Ntpa) : + - + + - + 

Inhibitor Fraction : - + + - + + 



► 



> 




1 2 3 4 5 6 



I II 

DOC Treatment : - + 

Fig736A^ 




2- 



0 



0 



20 



60 min 



Fig. 36B 



50/56 



7rt7/0 T PA mpi Co 70Z/3 Co HeLa Co HeLa Co HeLa 
Nuclear Extract : 70Z/3 MEL /u^/o 

Inhibitor Fraction : - + + 



Co 



DNA- Probe 
Detecting 



NF-kB 



H2TF1 




- + 



NF-ME1 NF-KE2 



Fig. 37A 



Nuclear Extract 



,Co 



70Z/3 TPA HeLa TPA H-9 TPA WEHI ( 

II 1 




Inhibitor Fraction : 



Fig. 37B 



51/58 



Phase Contrast Nuclear Staining 




Fig. 38A 




Fig. 38B 



52/56 



r 

i IRE 



PRDI . PRD " , NRD! 



| 1 | 1 T 

GAGAAGTGAAAGTGGGAAATTCCTCTGAATAGAGAGAGGAC 

•77 -65 -55 -37 

kB site GGGGACTTTCC 

H-2K*> GGGGATTCCCC 

v 

Fig. 39 



53/58 




rO 

m 



54/50 




55/5© 



•Namalwa- 



70Z/3 



"l r 



1929 



Competition GTP Competition GTP Competition GTP 
WT MUTmM WT MUT mM WT MUTmM Cytosol 




I 2 3 4 5 6 7 8 9 10 1M2 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 



"V" 



Fig. 42A 



r 



o 



O 
J 

o 

E 
o 



CO 



3 



O 

o 

£ 
o 



CM 



m 1 r- 



C FBFBFB FBFBFB 

C v 

C ^-i w i* 

• G - - - 

•a _ is a as a ss 4 „ 

;A s s - j.a„s^; c 

« / n»KI w> # / L 

.6/ T 
■G T 

T 

c 

|1S: I 

zzzzzi ~~ a§: 



- strand 



+ strand 



Fig. 42B 



r 



70Z/3 

PMA LPS 



hr 0 6 12 20 0 6 12 20 0 6 12 20 




1 2 3 4 5 6 7 8 9 10 11 12 



Fig. 42C 



56/58 




Eh 
H 
H 
< 

EH 
O 

cd 

H 
E-i 
Eh 

Eh 

cd 



&4 



u 



CO 



CD W 

u 
o 

<I Eh 

cd 

Eh 

cd > 

Eh 

cd 

Eh 

u 
u 

Eh 
Eh 

u 
o 
u 

Eh 
Eh 
Eh 

o 

Eh 
H 

cd 
cd 

Eh ^ 

Eh 

O 

U 

H 

CD 

CD CD 

CD 

O 

o cd 

cd 

cd 

cd cd 



cd u 

cd 

cd 

cd cd 

ID 

cd 

cd cd 
o 



S H 

cd 

cd cd 

CJ 

o a 

H 
CD 

O PS 

u 
o 

Eh 



CD 

CD CD 

a 
< 

CD W 

CD 

H 

O ^ 

<c 

a 

cd 
cd 

U 

Eh 

CD > 
H 

O > 

CD 
Eh 
CD 

<C 

U 33 

Eh 

Eh 

ID 

< CO 

o 
o 

Eh 
Eh 
Eh 
Eh 

o 
a 

cd 
u 



00 



CO 



L) 
H 

s 

CD 
H 
Eh 
O 
H 



CO 



u 

u ^ 
cd <c 
u 
o 

a a. 
o 

o a: 

u 

< 

o re 

u 

o 

CD <C 

O 

CD 

< CO 

o 

Eh 

O HH 1 

CD 

Eh 

< S 

u 
u 

CD < 
O 

u 

CD < 

u 
o 

Eh 

a 

CD 

< co 

u 

u ^ 
CD < 
U 

u 
o 

CD 

O PS* 

O 

CD 

U Pi 

CD 

O 

U Pu 

CD 

U 

CD < 
U 

u 

CD < 
< 

a 

CD < 

< 

u 

O Oj 

o 

CD < 

< 

O 

CD 

u 

U Cu 

CD 

U 

O Pu 
CD 



57/58 



O 31 
CJ 

o 

O PS 

u 
< 

a 
< 

CD Q 

U 

O 

(J Pu 
CD 

o 
cd 

Eh 

U hi 

CD 

Eh 

O hi 

cd 
cd 

cd cd 

u 

o 

cd cd 

3 

o a 

a 

o 







u 




a 




u 


PS 


cd 




o 




u 


Cm 


cd 




u 




o 


PU 






< 




cd 




cj 




cd 




^ 


U 


o 




cd 




cd 


cd 










cd 




o 




E-f 




cd 


> 


o 




o 




cd < 


o 




u 




u 


Pu 


cd 




o 




o 


Pu 


cd 




*c 




o 









u 


a 


cd 




EH 




o 


hi 


u 




cd 




o 


os 


u 




Eh 






1 — 1 


O 




fcC 




CD 


Q 


cd 




< 




cd 


w 


cd 








a 


hi 


CD 




< 




cd 


w 


CD 




o 




o 


pS 


cd 




Eh 




cd 


> 


cd 








u 


hi 


cd 




< 




o 


a 


a 




cd 




< 


OS 






< 




Eh 


>H 










cd 


H 


cd 




*c 




cd 


w 


cd 




*c 




cd 


w 


cd 





CO 



CD 

s 

o 
u 

U 
< 
CD Q 
CD 
Eh 

O \1 

CD 

CD 

cd cd 
u 
cd 
<; 

o 
< 

CD Q 

o 

< 



CO 



o 








Eh 


hi 


U 




< 




U 


as 


O 




Eh 




U 


hi 


H 




Eh 




Eh 




Eh 




a 




< 


Eh 






< 




cd 


Q 


o 




cd 




cd 


CD 


o 




< 




cd 


Q 


cd 








CD 


W 


o 




o 




< 


Eh 


o 




Eh 




o 




CD 




< 




o 


a 


CD 




< 




CJ 


a 


o 




o 




CD 


< 


CD 




CD 




Eh 




U 





u 

CD < 

a 

o a: 

CD 

u 

o pu 

CD 
CD 

U PS 
U 

o 

CD < 

O 

U 

U Cu 

CD 

O 

O CU 

CD 

< 

CD W 

CJ 

CD 

U OS 

u 
u 

CJ Pu 
CD 



CD 






U 


CJ 




Eh CO 






O 


Eh 


>h 


CD 


r \ 




CD CD 






CD 




!Zi 








CJ (J< 






CD 




bH 




r \ 




vJ <J* 


r \ 
W 




CJ 


f n 


CJ 


r n 




Eh 






CJ 


r \ 
\J 




O 






CJ «h 


r i 

EH 




(J 


i i r \ 


1— 1 


Eh 








M Eh 




CJ 


r n 






• O 




U 33 


^ u 




M CJ 


C CD 




M Eh 


< o 






Eh 




• CD 


O 


h-t 


M O 


u 










f=C CD 


O 




CJ 


U 




<C Eh 






u 


o 


PS 


§ % 


AC 




CD 


o 


31 


CD 


u 




CD CD 


o 




Eh 


u 




CD 


CD 





CO 



a os 
o 

Eh 
Eh 

a 
< 

CD Q 

CD 

CD 

< OS 

u 

Eh 

CD > 

Eh 

<C 

CD Q 
CD 
Eh 
O 
CJ 
< 
CD 
CJ 
CD 
Eh 
U 
CD 

CD CD 
Eh 

U 

CD <C 
CD 



u a 

CJ 



u 



CD 



CD 
Eh 
U 

<c 

CJ 
CD 

u a 

CD 
CJ 

u 

H 

CJ hi 

o 

Eh 

CD > 

Eh 

CD 

< CO 
O 

Eh 

CD > 

O 

CD 

< CO 
CJ 
CD 
CJ PS 
CJ 
Eh 
O 



(J 




CD 








CD 




O 




< 




Eh 




Eh 


\-A 


O 




CD 




H 


CO 


CD 




Eh 




r \ 

<J 


i— 1 


r h 








u 


I — I 


r \ 
CJ 








Eh 


>H 


CD 


W 


O 




Eh 




CD 


> 


Eh 








CD 


> 


EH 




CJ 




CD 


< 


CD 




Eh 




U 


hi 


u 




< 




Eh 




< 




CD 




CD 


CD 



CD 
Eh 

O hi 
O 

CD Q 

O 
H 
O 



CO 



CO 



u a 

s 

Eh 

O 

< 
O 
CD 
CD 

Eh 
Eh 

*c 

CJ EC 

o 

Eh 
O 
Eh 
CD 
Eh 
<C 

o 

Eh 
< 

CJ 
CJ 
CD 
CD CD 
U 



CD 
< 

cj a 

CJ 
U 

CD 

< 
Eh 
CD 
U 

o 

CD 
CD 
Eh 
F-i 
O 

< 
U 3! 
< 
Eh 

O hi 

CJ ^ 
CD < 



hi 



CD 

<C OS 

CD 

CD 

CD CD 



U 
CD 
Eh 
< 
U 

CJ 04 

CD 
< 

CD W 

CD 

< 

u a 

Eh 

O ^ 
CD < 



H 
CD 

CD 



58/58 



* = ; 



; r-. 



CO 



CD < O U 
< CD CD H 



H H H CD Eh 
CD U U CD Eh 



Eh 



U Eh 



cd o o 

■ Eh Eh 



Eh < Eh 

u cd cd o cd u 



U U U CD Eh 



Eh Eh 
O CD 




< o < 

O Eh Eh 



Eh 
CD 

U < CD U U Eh 

< u cd cd o < 



cd 
o 

Eh 



<C o o 



Eh 
Eh 



Eh 

cd 
< 
cd 

Eh 



cd <C u u cd 

CD CD Eh < En H 

CD < Eh CD CD U 
^CD^CD^EhEhO 



cd 

Eh 

H < Eh 

< u u 

CD < " 



<c u cd cd u 



Eh U CD CD <C 

CD CD CD Eh Eh 

CD < CD CD 

Eh CD Eh CD 

Eh < < 

cd cd u 



cd 

Eh 



Eh 
Eh 

f^rtlOOOOOOEH 



Eh 

Eh Eh O Eh 

O CD Eh < Eh 

Eh U O O 

CD < CD H 



CD 

cd cd 




< o cd 



< cd 

CD Eh 

H Eh <C <C Eh 

O CD U U Eh 
Eh 
Eh 

< < CD Eh Eh 
CD O U CD 
' U Eh 
Eh CD 

CD CD Eh _ 

Eh < CD CD 

Eh CD Eh Eh 
O O O O 
CD CD < 
Eh H CD 

CD U U Eh , _ 

O O H Eh CD < 

" < CD CD O 

Eh < 



Eh Eh O O < Eh U 
U CD O Eh U U < 
Eh j 
Eh 

Eh 
O 
H 
Eh 

u 



Eh 
Eh 
Eh 



u u u cd o cd 

Eh CJ U < U CD 
O < CD CD U < 



U CD < CD 

CD CD Eh Eh CD 

<C <C <C O 

CD CD Eh Eh 

< < U O 

U U Eh CD 

Eh CD CD Eh 



O O CD < 
5 CD CD Eh 
<5 Eh CD 



CO 



CD < 

<c u 

CD <C 
CD 
CD Eh 
CD O 



Eh < < Eh O Eh 
CD O O U < Eh 
CD U Eh CD CD CD 



CD CD Eh 
h < L) 

Eh " 



Eh 

U U CD 



Eh 

u 



O CD < U Eh 



CD 
H 



CD 



< CD U CD < CD 
CD f< Eh Ei CJ Eh 



U ^ < 
<C < U U 



Eh 

u 

CD U 

Eh CD 



CD CD 
CD 



Eh 
Eh 



CD 
Eh 



O CD CD CD Eh 



Eh 

u 

Eh 
Eh 
Eh 
< 



< CD 

Eh < 

CD U 

Eh CD 

U CD 



O 

CD CD O 
Eh CD U 
< H 

CD O CD 



< 
Eh 

O CD 



O 
CD 

< 
Eh 

Eh Eh 

Eh Eh 



